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ANTLTNFa MONOCLONAL ANT1BOPY <cAJ) PRODUCES 
ENDOSCOPIC HEALING IN PATENTS WITH TREATMENT* 
RESISTANT, ACTTVE CROHN'S DISEASE. CR DUaera, SM van 
De venter, R Van HpgcXAod, DM Qulms/A, TAJ Bruabrun, TF SchiibJc lad 
Pi Ruigems.Tht fc-Qropcsn cA2 aludy group in Leaven, Belgium. Amsterdam 
A Leiden. The Netherlands; Leeds, UK and Centpcw, Inc. 
Open-label and controlled clinical thali have ahown that cA2 reduces the 
ligru and symptoms of Crohn's distss* in prieAU with rreaitocnl-rcostanl, 
modem* en severe dbeaie octiviry (van Duilernm rl at, Guttrortaewlogy 
1995.109:129. Targan «i «l JVXW 1 997 J!) 7. 1029). To evaluate the 
relationship of the tHnicil btntfil of cAJ lo • reductiosi in mucosal 
inflammation, endoscopic response 10 cA2 wu investigated in a multicrolo, 
findomirrd, double-blind, placebo controlled trial. One hundred right 
pDticntt with moderate 10 nr^ere Crohn's disease (CDAI: 230-400) were 
irudied, 30 of whom *nt' enrolled in Europe and underwent in 
ileocolonoicopy before and 4 week* after IV administration of 5 mg/kj (a*?), 
10 mgfeg (n-7). 20 mg/kg (n*8) uf cA2 or placebo (o=J) as i single 2-hour 
infusion. Tht majority of pati enli were receiving conlcoitcrtvidi md/or 
6>mercapiopurinc or aislhioprine Concomitant therapy *u kept stable 
throughout the trial. VidtA»cndoscopic caarninaiion wu performed at 
baseline *nd 4 weeks Ma ahcr standard bowel prcpaniion by the sane 
enJoscopilt. Lesions were scored by means of the Crohn's Disease 
Endoscopic Index of Severity (CDEISJ. which was previously validated 
iMary and Modigliani, Cut MV,30;yo3). This score includes the pieaeace of 
deep/supcrftctal ulceration, u)ctTi\cd/non>ulc«mcd stenosis, and the 
segments and the pmnonion of rrnieosal i a/face involved by CD. 
Signifkaoi endoscopic improve! r»cnl wu observed in cA2 'treated pslicnu, 
with a drop in the CDElS (mean s SD) fro/n 15.1 z 6.9 to 6.4 i 5.1 in the 
5 mg/atg £mup (p=0.006). from 10.6 * 7.8 to 4J 1 3.4 in the 10 rog/kg group 
(p =0.009), And from 13 J e 6.9 to 5.2 * 2.B in the 20 mgftg group (p-O.006). 
For all cA2 groups enmbined, the CDQS dropped from 13.0*71 to 
5.3 t 4.4 (p-cO.OOl). There was no endnscopU inptovemem In the placebo 
{roup (COEIS changed from 8.4*6.3 to 7.5 a 5.4). The change* in the 
endoscopic index CDEIS correlated with those in lh« clinical Index CDAI 
- (:*0,56. pfiO.002). We conclude that the clinical improvement after 
cA2<lhtrapy in strive Crohn's disease is accompanied by significant healing 
of endoscopic*! ly viewed ticocolonU tainm. 
This research wu lunderi by Cenlocor. Inc.. Malvern, PA. 

• C3K2 

EXPRESSION OF INTEGR1N ndfTC ON CIRCULATING AND CUT 
MUCOSAL LYMPHOCYTES IN INFLAMMATORY BOWEL 
DISEASE. A fthimsp L Ang. MJ Weidon, JA Tooie. D) Rungler* ft. JD 
MuweJl. Division of Gastroenterology, St. Ccorge'a Hospital Medical 
School, London, England UK SWI7 ORE. 'Lxiikositc Inc. 215 First Street, 
Cambridge MA. 

Rack C rms»d: In ulcet stive soli lis (UC) and Crohn's disease (CD), the jet 
mucosa ii infiltrated with increased numbers of activated T and B 
lymphocytes. The cell adhesion molecule intcgrin o4|>7 It import wx in the 
mlgriiuon of memory T i/mphocytcs to the gut. integrin oipl U alio 
expreucd on B and tuTvc lymphocytes. Naive lympbocytot prefar to 
recirculate through secondary lymphoid tissue such as lymph nodes, bst arc 
also recniiled lo the lamina propria during chronic snflammotkm. Tiansfer of 
CD45RB fc, a'» naEve T coll* into severe combined irnmunodcficionl it cuf) mice 
cauaes colitis. 

Aim: To determine if there is a change \n the cxpiwlon of inlegrin o*pl on 
eircuUting and gui muemsl T (CD3*), & (CD20*). *»d wive (CD4JRA*) and 
memory (CDajRO*) lymphocyte subaots in inflarnrusiory bowd disease flBD). 
Method: Ftriphtrv! blood lympiwtyfet were separated from vcnoei blood by 
density gradient eentrifvg oiion knd lamina propria lymphocytes ware isolaiod 
from 6 colonic biopsies by incubation in collagenase 12lu/ml for 3 hours. 
Kymphcxyta were then label led for dual colour flow cytometry with Art-1 
aruibody agointt liuegrin a4p7 paiied with a lymphocyte subset marker. The 
percentage or each lymphocyte rubsct ea pre* ring iafcgrin tt4.p7 was 
determined and the menn values between norms! aad 1BD pstienb compared 
fur each subset wirh the unpaired t-tesL 
Resotts: 
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Condadoa! tn tnflajnmstory bowel disease there » no change Lo the 
proportion of circulsting or imico&ai T<dh, memory or naWe lymphocytes 
eiprcaciog jntagria o4p7, bet more mucosal B h/rophoeyles e*pre*» isu^rifl 
a4p7 In UC. integrin o4p7 is found on many rirculaung naive u well ai 
memory iyrophocyiea. Intcgrlfi o4p7 may thcrtfort play a role in the 
rtcrotuneoi of naive Vymphocyiu to the gut during chronic inAamtnabWk. 
Aev ) entibody kindly provided by Leukositc Inc. 
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QUANTIFICATION Of IN SfTV ENDOTffEUAL MUCOSAL 
ADDRtSSIN (MA A CAM- 1) EXPRESSION IN INFIAMMATORY 
BOWEL DISEASE (IHD) USING CONFOCAL MJCROfiCOPY. 
A_ChlHU». T Poulton*. MJ Wtldon. DJ Ringlcr", W htixkm** ft 3D 
Muwdl. Divisions of GartroeMerology and Immunology*, St George'i 
Hotpital Medical School, London, England UK SW17 ORE. "Uukoiit* Inc, 
715 Rre Suca. Cambridge, MA. 

Barkpaond: The endothelial cell adhesion roolccuie muooaa) addroacia 
(MAdCAM-l) I* iheroreptof for the lymphocyu gui-horntng tnugrin o4p7. 
MAdCAM.l Ls picaeav on normal mucosal endoihcllum and is involved in the 
cxtravftMtion of rymphoeyte) inJc mucosa] ikes. In the murine colitis model 
of severe combined imflamndcfidcnt (jcid) mice reconstituted with 
CDiSRB n ^ naive T cxlb, the expression of MAdCAM-l U iicc/easad on 
mucosal vesacta and blDciaJc of MAdCAM*! by monoclonal aiMtbodies 
redaces inflsmiruooo. MAdCAM* 1 can also be induced on the endothelial 
cell line bENDJ by »niWnoT*tory cytokines. Cunfoca] laser scanning 
microscopy allows icctrait measurement o! fluorescence intensity as she 
fluorescence emission from a fixed depth of tuiue only ii sn*)y*«d 
AJaat To quantify the mtenilty of cadothcGal MAdCAM-l expression fa) 
human inflammatory bowel disease. 

Method: 3 pro thick icctlooi wot made from colonic biopsies: taken at 
colonoscopy from parienu with (BD O ulcerative colitis , 3 Crohn a disease) 
and ooo-bilamrDalory con cols and which had been soap fruzefl in 

-liquid nitrogen. Sections wese stained with monoclonal antibody againn 
MAdCAM- 1 (done 1001) and isotype control anubody using a 
b}otn/slrcpi*vidjB iinrrnj no fl»»rci tenet icchnioue The sections wore viewed 
using a confocal microscope and the distribution of nuoreacence intensity 
across B10 blood vessels per section wxi recorded and quantified «iing Scioo 
Image PC image analysts soft ware. The mean values of endothelial 
fluorescence intensities wot compared benretc control and 1BD rohjeel* 
using the unpaired tHest 

Resulu: Mean noorcjcenee mtairiry of MAdCAM* I ruining (arbitrary unite, 
4A JEM) was 48.3 +/- 2.7 for couirols and 59.7 4.0 for 1BD. Significant 
increase in IBD, p-O.001. 

Condieson: MAdCAM- 1 Is easily delectable on hlnod vessel endothelium of 
normal gut mucosa, but MAdCAM- 1 expression u Lnaeastd in IBD. Changes 
in MAdCAM* I eaprcstinn may be important in (he increased estravaaauon of 
lymphocytes during gut infkrnsoAOon. Confoesl mi una copy allows in iitu 
rrnusuresneot of fiuorcacenos. inu-x«^ Ilr ^ ^"i^ay-avoid^hanfcs-io^ 
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CHAR ACTKRIZA TTON OK MUCOSAL GKNE EXPRESSION DV 
LNFLA MMATORY BOVVEL DISEASE BY DtRECT HYBRIDIZATION 

> TO MASSIVELY PARALLEL OUCONTJCLEOTTDE ARRAYS. 
; H^JSsX*«a£&*. W. Stextson*, P. Swawon', C Harrincton*, and M. 

Marnadea*. *Djvlison of Castroenterology, Washington Univoraity School of 
Medicine St. Louis, MO and AiTysoetria, Inc., Santa Clara, CA. 
Barkgreend: Genetic susceptibility playa an important role in the 
' pathogenesis of Influnmatory bowel disease (IBD). While many studies hove 
J e» ■mined t he cm p re m ion of one or ■ few b"** tn IBD ? no lacgc acale or 
, comprclioitalve examination of gene espreasioa haJ beenrcryxied. Parallel or 
i tugh-throughput mrthodi nf mcMorine. «ttne t^pieMion , J»sva been recently 

> tfcveJopcd which alio* concurrcnl measurement of the optesiion pirtems nf 
i a large number of genet. We have utilized the GeneChip* asptewo n 

monitoriag eyatem k> axxraine the roucotal gene expnajjon S uicpa flVe 
' crjtiUs, O^^'li «'"lirr >4 both inflamed and nrm-inflamcd norvlBD 
| apecjtJveruL^ Aiasss ; T o identify gene mark en dltfcronlialry eApresaed Tn 
1 Crohn'a oUscue sod ulcerative eoijtu; idenpiy fenotypes assc*slaled w ith 
' pamcglai dvseaje avbseb or cWacteru<ics (e^. csxrvt, estTalniettthal 
I mini fcit soon*, sqd dssceee acbviij) and to begin to establish a catalog of 

molecule* differentially expressed in the contest of mucosal inniroaiauon for 

• i nvestigation as pot en till phann*ce)ogica1 targets. Methods: RNA isolated 
t from (he mucosa of colonic rejection specimens was used to generate 
, hybridisation probe* for our analysis. Ught*dtrecned solkJ-phase 
' combinatorial chemistry was used to generate ohgonuclaodd e probe arrays 
I which emvida r epresentMion of ocajfy 7000 human cDNA and EST 
( sequencej in tbe~ rorm or appruximotcly 26Q.000 individual 25-mer 

olitoeticleotiac dementi. S pecllse hybridbtation of biotinylsted probes was 
I rncuurcd by roniocal Laser scanning after atreptavidin phycocrythnn stautDg. 
{ The Auorcsceatcc intensity for different levels of gene expression was 
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•land vijixcd by tpikinj known amcunu of csmidI genes into (ht probe 
mixture. Additional tissue simples token from it* area used lo isolate RNA 
were sent for hiiiocbtmiury. These section* were later * cored (in & blinded 
fashion) by i pathologist for measures of acute and chronic uiflammsuon, 
dyipluit, eosinophilic epithelial, apopiorii, and mtisplailit change*. 
RcmIiii Hybridisation to oliiODucleotide amy* wu sensitive (detection 
between J .5 and 3 pM jnRNA), sptdAc tad reproducible. Dramatic rtwny o 
were teen in the expression of a wide range of gen »-»inenHBSg cell cJnesIiio 
molecules, reparative R35TE iinmunongvlatory cytokine*, host defcuac 
molecule*, synthesis of ej^a cellular matrix coast) rut enls and rnatrix 
drgnJInj molecules, and gene* rdaied to B cell maturation and 
immunoglobulin productioa In addloDD. genes w ot identified whicfa^y pcir 
to be specific marker* for: a) the tt>e c>iicj3i »rjir>n3 t t) discaie activity, and 
e) sjttntK feature* of the histiilogy rin addition there wax a rugJesttwTof 
genotype' hettrogci icily wiihir. Ibc slccrarive colitis group. Conclusion*; 
Oligonuceoride amy hybridiuann provide* * sciuiuvc. reproducible method 
for monitoring differential gene expression in disease tissue. SubctossiGcauoa 
by^cne expression panerru may improve paiient diagnostic cl ill) fi cation and 
t dcnTify patient* like ly 10 respond to particular forms of therapy, CtneChip 
array* and aceca* lo the user eenicr were kindly provided by Affyroetrix. 1 

G39SS — * 
UNREGULATED ACTIVITY OF THE ENDOTHEUN SYSTEM IN 
EXPERIMENTAL COLITIS. LJ2i**ni*arA T. Foiuik*. B. Hecher*. HJ. 
Bubr 1 . 'Dept. of Surgery 1, Free Universlry Berlin, Germany; 'Dcpt of 
Medicine V, Humboldt University Be/tin, Germany. 

BlCfccignnrj Recent studies have suggested that impairment of colonic 
nucrodrcMlauon plays an as yei undefined rok in the pttihupenem of , 
isdlajomaiory bowel disease (IBD). Effectors of these microcircu)>tory : 
change* arc nil) unknown, A mediator in this protest may be cndoOxiin 
(ET), a poiyftjoctional paracrine hormone with mtctuciiculatory effects, ' 
which it released by monocyte! and macrophages in inflammatory procrxset. 
In thii study we examined whether impair menu of colonic microcirculation 
arc associated with elcvaicd ET-I tisase levels in early-note TNBS colitis. 
Methodr Colili* was induced in 10 rail by applying 30 ng of TNBS 
di?Aoived in 250 u) of 50% ethanol into the dials I colon. 
After 4B h * mird laparotomy war performed and distal colonic capillary Mood 
flow was determined by intravital microscopy. 

Thereafter, distal colon specimens were harvested to measure endolhelisa^^ 
tissue levels by RUSA and to perform histological evsJusuori^^TcnVvaiaiy,^ 
oni mail served as controls. 
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an Induce colitis and hcpatitti in imrounnrtenclem mice, bat its role ia the 
development of spontaneous gut inflammation in mice with functioning 
T JyTophocytes remain* uncertain, lo our srudy we addreued the cIToci of 
/f.^epoticau during the induction of colitis in IL-10 KO mice Material* end 
Mdhodi: GF IL-10 KO mice, 2 months of age, woe oansfcnrd to a spp 
ennronment. The mice received an oral swab and rectal enema 3 tiroes within 
1 week with either *u»I flora H. htpaiicus potior e or H. htpowu negative 
animals. Mice were sacrificed on either day 7 or day 17 post 5 PF induction. 
PCR was performed on DNA isolated frurn cecal contents uiiog specinc 
primers to asaeu the prtaence or abaeooe of H Kcpaiicu. Histology from 
various pans of large Lnicsririe was bliodly scored for the amount of 
inflammation using a validited scale. Mesenteric lymph node cells were 
assessed for cell nurahera, proliferation with media alone, LPS, Coa A and 
anti-CD3 uaiag 3H thymidins incorporation u well u Quantitation of the 
acitvalion markers Uadectm, C044 and CD45RB using FaCS anaj)iu. 
IL-I2 concenlrau'gm were measured In colon cultures u*in| a specific ELBA. 
Roults; 

Histology scores; 
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CotKluMOTL Increaiied ET in colonic tixsue in eady-iuje TKBS colitb may 
not rtoljr he the medio ting facloi of impaired roicrocircuUuon. boi could also 
i»n volute a direci Jink to the immuno logic and vucular factun in the 
pathogenesis of 1BD. The pntential rote of FT in colitis it also supported by 
micrveirculatory change* in IBD patients and pathologically elevated ET 
immunortactiniy of colonic tissue in these cases. 

• CJJ>5< 

HELICOBACTER HEPATICUS DOES NOT POTENTIATE COLITIS 
W INTER LEUKIN'10 DEFICTENT MICE, LA^JQidciian", SI 
Tlmkorwgy^ KX Scllon 3 , RB Sanor 1 . iCenorr for Gl Biol. Dis Univ of 
N Carolina. Chapel Hill. KC. ^SCU CoUege of Vet Wed Raleigh. NC. 
Mice that lack the Jntericukln-10 gene develop spontaneous colitis in s 
apecific paOiogen-fiee (SPF) onvironmont. whereas germfree <GK) animals 
remain diseascfree, indicating i role for norma) luminal bacteria. Jn several 
murine modeU of expertasonial Intestinal mflamnwtioii including IL-10 
knockoui (KO) mice Helicobotw kcpalinu has hem Isolated ThU organiim 



Preicnee of H Upaiicus wo* *howr> by PCR. Mice in both groupj developed 
colitis in cecum and dicta) colon within 7 days of SPF conditioeus. There went 
on significant difference* in weight loss, nor in histolnfjiceJ icon* at either 
7 days or 17 days po»t-SPP colonisation in the absence or presence of 
H. htp a tirui . Cell nurooera, proUftraiion indices and activation nwfcen of 
MLN cells from both gruupj showed do significant dtfTcrencea nor did the 
IL-12 concentnrtiom m colon cultures differ between the groups. 
CodcIusIom: 11<J0 KO mice transfeired from OF to SPF conditicvu develop 
eoUlia. even In the aruence of H. htpatiau, The presence of H. hepatic** bos 
no efTea in the davdoprnent of SPF'indueod colioi in this model 
H. bxflHigM docs not appear to Influence chronic (titcsilru) innammation in 
mice with hiKtiooing T lymphocytes. 

• G3W7 

EFITHELIAL NITRIC OXIDE EXPRESSION IN UDOAJVIMATOKY 
DOWEL DLSEASEj AN OXIDATIVE BARRIER OF THE INFLAMMED 
MUCOSA? G. DUxun HM. van Dullonro, II. Mujhage. A. de Jager- 
Khiktsn.- AT.M.G. 1^ ebo.cn. PXJd. /aoaen, H. van Ooor. Dcpta, of 
GaitmenterologY aod PaChobgy, Unlvenity Hospital, Grortrigon, The Nethcrianh. 
R«ci^r»*Vi Small anaouots of nitric oside (NO) produced by endothelial 
nitric aside synthase (eNQS) is thought lo he protective In maintaining 
miaovsaculai integriry and in inhibiting both platelet aggregation and 
leukocyte adhesion. High concentrations of NO. as produced by irKfuobleb*;, K 
nitric oaidc synthaic (iNOS). can be direci or indirect cytotoxic » n ih reaction 
with superoxide aniooj (Oj-) yielding perosynitrite (ONOO ). Toek eflecls 
of ONOO on tissue can be wiaualited a* oitroiyrosine. In addition NO and 
ONOO has ludbacterial properties and may have a protective role in 
mlubiting bacterial uonalocauon. Alas: To srudy the aeriv«qon of iNOS and 
the prtsmce of NO med.nni tiitic dam^c. N*lhv4n Colonic mucosal 
bJopsics (rom 7 controls, )0 psricnu wirh active ulceroUve colnia (UC) and 10 
psticnu with active Crohn's disease (CD) were stained with commercial 
antibndie* againai eNOS, iNOS and nitzotyTOsinc. O,*- producing cell* were 
detected cyiochcraicaJJy. Rcsvfnr: iNOS was strongly es pressed in epithelial 
cells of inflamed mucosa of ail UC and CO pntients but not in non-inflamed 
mucosa of IBD patient* and ooctrol*. Cells tiaining for 0 2 *- were apanely 
prtaont in the lamina propria of controls. Acdvety inflamed mucosa showed a 
high csprcssion of O a k poritrvc cdU in (lie Iwoina propria. All Of positive 
cells wore also mlmtyToslne positive. However, there were no niffo tyrosine 
reaiduer in or near iNOS positive epithelial cella. The eNOS cutprcssioo in 
tnieatlnol biopsies of IBD paiieats was unaltered. 

CgfKfmfffnr. The high epithelial INOS «preniun in actively infUmed 
muooia of 160 patient* appears not to be aaaociatcd with niiroryrosine 
formaiirm. Nitrotyrnaine rormatjan is confined to an area with a high 
expression of C, K producing celU. Therefore NO from epithelial iNOS may 
ftmcbon at an oxidative barrier at the aitcs where the mucosa i* severely fcflamed 
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